The major pathway for the biosynthesis of the glycerol moiety of lipids has long been considered to be via sn-glycerol 3-phosphate. However, evidence has been produced for another pathway involving acylation of dihydroxyacetone phosphate and subsequent reduction with NADPH (Hajra & Agranoff, 1967) . Manning & Brindley (1972) have attempted to measure the two pathways in rat liver slices. They compared the 3H/'4C ratio in lipid glycerol and intracellular glycerol phosphate, by using [1,3-'4C,2-3H]glycerol as substrate. From the markedly higher ratio in glycerol phosphate, they calculated that the dihydroxyacetone phosphate pathway was a major pathway of lipid glycerol synthesis. Though we have obtained data which are similar in some respects, our interpretation of our experiments suggests little or no participation of a dihydroxyacetone phosphate pathway under the conditions we have used.
Methods
Male rats (200g) were meal-fed once a day (6.00 to 9.00 a.m.) and killed 4h after the last meal. Isolated rat liver cells were prepared essentially by the procedure of Berry & Friend (1969) . The washed cells were diluted about fourfold in Krebs & Henseleit (1932) R. ROGNSTAD, D. G. CLARK AND J. KATZ Lipids were extracted and saponified as described elsewhere . The acidified aqueous layer containing the glyceride glycerol was applied to a column (lcmxr3cm) of Amberlite CG-120 (H+ form; 100-200 mesh) which was on top of a columnofDowex 1 (X8; acetate form; 100-200 mesh) and the columns were washed with water until 20ml of eluate was collected. This fraction, containing about 80% of the radioactivity applied to the column, was evaporated to dryness, made to a small volume, and a sample (1 ml) was used to determine the radioactivity. The remainder of the radioactivity probably is in glycerol phosphate or glycerol phosphoryl derivatives produced from the alkaline hydrolysis of phospholipids.
The radioactivity in the fractions was determined by liquid scintillation counting. Scintillation fluid (lOml), consisting of toluene-Triton X-100 (3:1, v/v) containing 5g of 2,5-diphenyloxazole and 60mg of 1,4-bis-(5-phenyloxazol-2-yl)benzene/l, was added to 1 ml portions of aqueous samples.
[ (Table 3 of Katz & Rognstad, 1969) .
Our results clearly differ from those of Manning & Brindley (1972) ; in their experiments, which used liver slices rather than cells, 0.1 M-glycerol was added as the only substrate, but, perhaps because less tissue was used, it was not exhausted during the incubation. It is possible that the use of 10mM-lactate or 10mM-glycerol in our experiments may have increased the cytoplasmic NADH/NAD+ ratio and so favoured the glycerol phosphate pathway; the relative importance of this and of the dihydroxyacetone phosphate routes under conditions in vivo remains to be clarified.
